SUPPLEMENTARY MATERIALS AND METHODS

Cell lysis, immunoprecipitation (IP), and western blotting
To make lysates for western blotting only, cells were washed once with ice-cold PBS, lysed with lysis buffer (Cell Signaling Technology, catalog number 9803). For IP of raptor, cells were lysed in ice-cold lysis buffer (40 mM HEPES, pH7.4, 120 mM NaCl, 10 mM sodium pyrophosphate, 50 mM NaF, 2 mM EDTA, 1x protease inhibitor cocktail (PIC)(Sigma-Aldrich, P8340), and 0.05% saponin) as previously described 1 . The lysate supernatant was collected after centrifugation at 10,000g for 10 min, and subjected to IP at 4 °C with raptor antibody and protein G Sepharose. Lysates and IP products were mixed with SDS sample buffer. All samples were boiled for 5 min and proteins were resolved on SDS-PAGE and transferred onto PVDF membranes (Millipore). Antibody incubations followed the manufacturers' recommendations. Horseradish peroxidaseconjugated secondary antibodies were detected with Chemiluminescent HRP Substrate (Millipore, P90720). Images were developed on x-ray film. Band intensities were quantified based on densitometry of the images using ImageJ software (NIH).
Oil Red O staining and lipid content assay
Oil Red O staining to measure lipid content was performed as previously reported 2 with minor modifications. Briefly, 3T3-L1 adipocytes were rinsed with PBS, fixed in 10%
formalin for 1 hour, and stained with 0.35% (w/v) Oil Red O (ORO) solution in 60%
(v/v) isopropanol for 10 min, followed by washing with water. Stained cells were examined under a laser-scanning microscope (Carl Zeiss, LSM 700) with a 10× objective lens, and bright-field images were captured using a LSM T-PMT camera (LSM 700, Carl Zeiss). The images were then processed in Photoshop CS5 (Adobe), where contrast and brightness were adjusted. To determine lipid content, isopropanol (0.5 mL per well of a 12-well plate) was added to the stained cells to extract the dye, and the solution was transferred to a 96-well plate and measured using a spectrophotometer at 510 nm.
Quantitative RT-PCR
Total RNA was extracted from either undifferentiated or differentiating 3T3-L1 cells using Trizol Reagent (Thermo Fisher Scientific). cDNA was synthesized from 1 µg RNA using a TOPscript TM RT DryMIX kit (dT18 plus) (Enzynomics, RT200). Real-time PCR analysis was performed with a CFX384 C1000 Thermal Cycler (Bio-Rad) using TOPreal TM qPCR 2X PreMIX (SYBR Green with high ROX) (Enzynomics, RT501S).
Mouse glyceraldehyde 3-phosphate dehydrogenase (GAPDH) was used to normalize gene expression and cyclophilin A was used as an internal control. A list of primer sequences is provided in Supplementary Table 1 . 
